Ischemic stroke is one of the leading causes of death and disability. Atrial fibrillation (AF) is a well-recognized risk factor for ischemic stroke.
Introduction
With an overall prevalence of 1% to 2%, an age-dependent increase and a trend to double in the next 50years, [3, 12, 13] atrial fibrillation (AF) is a well-recognized cause of ischemic stroke and one of the leading causes of death and disability. [3, 6, 9, 17, 19, 27] Patients with AF have a 3-to 5-fold elevated relative risk for the occurrence of stroke in comparison to individuals without. [17, 19] The hypothesis that AF produces stasis of blood resulting in thrombogenic material formation and thromboembolism to the brain has been proposed more than 100 years ago, but is still the most frequently suggested pathomechanism. [17, 19] Thromboembolic strokes due to AF are common and frequently devastating, leading to severe impairment or death in 3/4 of the patients. [10, 28] If rhythm control with an early cardioversion of AF patients in sinus rhythm (SR) is the strategy of choice, transesophageal echocardiography (TEE) has been shown to be suitable to exclude the majority of left atrial thrombi. [4, 20] The left atrial appendage (LAA) is a blind pouch of the left atrium (LA), accounting for approximately 90% of intra-cardiac thrombi in AF. [8] The objectives of our study were to investigate the impact of AF on the in-hospital mortality of ischemic stroke in a nationwide inpatient sample and to identify parameters associated with intracardiac thrombogenic material formation in patients examined with TEE in a retrospective cohort at the University Medical Center Mainz.
Methods and patients
Two separate patient cohorts were analyzed:
1. Analysis of incidence and in-hospital death in ischemic stroke patients: The German nationwide inpatient statistics (Diagnosis related groups [DRG statistics]) of the year 2015 was consulted for this analysis. Information includes treatment data from all inpatients processed according to the DRG system. In Germany, diagnoses of inpatients are coded according to ICD-10-GM (International Classification of Diseases, 10th Revision with German Modification Patients which could not clearly be assigned to one group were excluded from analysis. We assessed patients' characteristics, comorbidities, and echocardiographic parameters and calculated the CHA 2 DS 2-VASc-score. [25] Echocardiographic measurements were obtained by evaluation of 2-and 3-dimensional TEE loops stored on the clinic's server in DICOM-standard and assessment via Philips Xcelera and Qlab software (trademark by Philips healthcare). All echocardiographic analysis was performed and confirmed by at least 2 experienced echocardiographers. The echocardiographic measurements comprised evaluation of solid thrombogenic material or spontaneous echo contrast (SEC) in the LAA, blood flow velocity in LAA detected by Pulsed-waved (PW-) Doppler as well as the spatial dimensions of the LAA in kind of width (septal-lateral diameter obtained in short axis view/ 45°angulation) and length (aperture-apex) of the LAA in TEE (Fig. 1) . Confirmation or exclusion of thrombogenic material (solid thrombi as well as the assessment of SEC) was performed in all recorded angulations and 3-dimensional reconstructions, if available. Left ventricle ejection fraction (LVEF), left and right septallateral and longitudinal diameters, as well as atrial areas and systolic pulmonary artery pressure, were measured, if a TTE was available from the same hospital visit. Ventricular dimensions, ejection fraction and atrial areas were determined in apical 4 chamber view using Simpson's method according to the EACVI-and ASE-recommendations on cardiac chamber quantification. [22] Proposed systolic artery pressure was estimated from Doppler regurgitation velocity on tricuspid regurgitation (Fig. 1 ). Since the study involved an anonymous, retrospective analysis of diagnostic standard data, ethics approval was not required according to German laws.
Statistics
First, we calculated the incidence of ischemic stroke in Germany (2015) in the nationwide sample. Total numbers of inpatients with ischemic stroke with and without AF as well as the relative mortality of AF related to no AF was computed.
In the second retrospective study cohort, we compared patients with thrombogenic material, defined as detected solid thrombus or SEC in the left atrium and especially in the LAA with those without these findings to identify factors associated with thrombogenic material.
Descriptive statistics for the relevant baseline comparison of both groups are provided with mean ± standard deviation, median and interquartile range (IQR), depending on Gaussian or skewed distribution, or absolute numbers and corresponding percentages. Continuous variables found not to follow a normal distribution, when tested with the modified KolmogorovSmirnov test, were compared using the Wilcoxon-Whitney U test. Normal distributed continuous variables were compared using the Students t test and categorical variables with Fisher exact or Chi 2 test, as appropriate. We calculated univariate logistic regression models to examine different parameters as predictors for thrombogenic material. Additionally, multivariate logistic regression analyses adjusted for age an AF were performed for predictors. For the association of the comorbidity AF with thrombogenic material, multivariate logistic regression adjusted for age and congestive heart failure was used.
Parameters associated with thrombogenic material were entered in a receiver operating characteristics (ROC) analysis.
The software SPSS (version 22.0; SPSS Inc., Chicago, Illinois) was used for the majority of computerized analysis. For the Keller et 
Medicine calculation of the Youden cut-off values, specificity, sensitivity, and rate of misclassification in ROC analyses, BIAS (version 10.04; epsilon press, Frankfurt, Germany) was used. Only P values of < .05 (two-sided) were considered to be statistically significant.
Results

Analysis of the predictors of death in ischemic stroke patients
The nationwide sample comprised 292,401 inpatients (48.5% females) with ischemic stroke in Germany 2015. Calculated incidence for ischemic stroke was 360.1/100,000 citizens with an age dependent increase ( Fig. 2A) . Similarly, total numbers of ischemic stroke events increased up to the age-group ≥75years <80years (Fig. 2C ).
In total, 24,054 patients with ischemic stroke died in-hospital (8.2%). The stroke-attributable mortality was 29.6/100 000 inhabitants, whereas the mortality-to-incidence ratio was 0.082. Ischemic stroke patients' mortality rate stratified for age groups increased distinctly in age groups >60years (Fig. 2B ). Stroke patients with AF had a higher in-hospital mortality rate compared to those without (12.1% vs 6.5%). Highest relative mortality rates in ischemic stroke patients with additional AF compared to those without AF, could be detected in the age group ≥20 years up to <50years, with exception of stroke patients between ≥30 to <35years (Fig. 2D ).
Correlation between echocardiographic parameters, clinical features, and stroke
Overall, 225 consecutive patients who underwent TEE for various reasons were enrolled. Among these, 6 patients were excluded due to heart rhythm which could not be clearly assigned to one of the study groups. Therefore, 219 patients (median age 67years [59.1-77.3], 39.3% females) remained for analysis. The medical indication for TEE comprised evaluation regarding intracardiac thrombogenic material before planned cardioversion in 54.8%, further evaluation of valve disorders (including suspected endocarditis) in 26.0%, as well as other reasons in 19.2%. CHA 2 DS 2 -VASc-score of the whole study population regardless of underlying heart rhythm was 3points in median.
In total, 115 (52.5%) patients presented with AF and 104 (47.5%) patients with SR. Patients' characteristics did not differ significantly in age, most comorbidities and CHA 2 DS 2-VAScscore (Table 1) , but patients without AF were more likely to suffer from coronary artery disease.
Solid thrombus could be proven by TEE in only 4 (1.8%) patients, whereas relevant SEC was observed in 12 (5.5%) patients. The study groups differed significantly in identified thrombogenic material defined as solid thrombus and/or SEC (AF: 13.7% vs SR: 2.5%, P = .007) Echocardiographic diameters were significantly larger in patients with AF compared to those with SR and PW-Doppler revealed lower blood flow velocity in AF patients (Table 1) . Univariate logistic binary regression models demonstrated www.md-journal.com Figure 2 . Incidence of ischemic stroke per 100,000 citizens (A), mortality rate (B), total numbers of ischemic stroke events (C) and relative mortality rate (D) stratified by different age groups in Germany in the year 2015. In Figure C the solid black line represents all ischemic stroke patients, the grey line those without AF and the dashed black line these with AF. In Figure D , the relative mortality rate in ischemic stroke patients with additional AF compared to those without AF is shown stratified for different age-groups (ischemic stroke patients without AF are the reference group and equated with 1). AF = atrial fibrillation. 
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associations of the parameters age, blood flow velocity in the LAA detected by PW-Doppler, LAA longitudinal and septal-lateral diameter, right and left atrial areas, presence of AF, diabetes mellitus, heart failure, peripheral artery disease, and CHA 2 DS 2--VASc-score with thrombogenic material. The presence of AF and heart failure were associated with 6.2-and 4.2-fold risk of intracardiac thrombogenic material, respectively (Table 2) . Each additional point in the CHA 2 DS 2-VASc-score was accompanied by 66% increase in the risk of developing thrombogenic material. After adjustment for age and AF, blood flow velocity in the LAA detected by PW-Doppler (OR 0.948 (95% CI 0.910-0.988, P = .011)), LAA longitudinal (OR 4.708 (95% CI 1.757-12.616, P = .002) and septal-lateral (OR 3.670 (95% CI 1.402-9.604), P = .008) diameter, right (OR 1.125 (95% CI 1.003-1.262), P = .045) atrial area, presence of heart failure (OR 4.845 (95% CI 1.546-15.184), P = .007), diabetes mellitus (OR 3.121 (95% CI 1.024-9.515), P = .045), and peripheral artery disease (OR 3.537 (95% CI 1.013-12.347), P = .048) remained significantly associated with thrombogenic material in multivariate regression analysis. In addition, AF was also still associated with thrombogenic material in multivariate logistic regression model after adjustment for age and heart failure (OR 7.557 (95% CI 1.542-37.021), P = .013).
The ROC curves identifying the thresholds as best cut-off for the prediction of the presence of thrombogenic material are shown in Figures 3 and 4 . These cut-offs were associated with a sensitivity >65% and a specificity >61% in the prediction of SEC. The highest accuracy was observed for blood flow velocity determination in LAA by PW-Doppler with an area under the curve of 0.799 (Table 3) .
Discussion
Ischemic stroke, one of the leading causes of death and disability worldwide, [1, 15, 19, 27] shows large differences in incidence, prevalence, and mortality between different regions, especially between Eastern and Western Europe. [1, 21, 30] The calculated incidence of ischemic stroke in Germany was 360/100,000 citizens and therefore lower than in Eastern Europe but distinctly higher than in other parts of the world. [21] Importantly, the incidence of stroke appears thus to be increasing as compared to earlier years. [21, 30] The stroke-attributable mortality was 29.6/100,000 persons (2015) in Germany, lower than in Russia, [21] but similar to the USA and France. [30] Hence, the higher incidence in comparison to former years and other countries detected by national coding system might be driven by coding differences.
The mortality-to-incidence ratio was very low, similar to the high-income regions of North America and east Asia. [21] The mortality rate increased from <4% in patients aged younger than 50years to >13% in those ≥85years old, presumably attributable to the growing number of comorbidities.
In accordance with previous studies, the results of the German nationwide sample demonstrated an increase of the stroke incidence with growing age [8, 29, 30] and a 1.85-fold higher case fatality rate during in-hospital stay in those stroke patients with a comorbidity of AF in comparison to those without. [16, 23, 29] This fatal correlation proved to be most pronounced in the relatively young group of ischemic stroke patients younger than 45years of age.
It is well known that patients with AF are at increased risk for stroke. [3, 5, 11, 24, 25, 27, 29] Overall, 15% to 30% of all strokes are due to AF -presumably this rate is even underestimated due to unidentified "silent" or paroxysmal AF. [7, 9, 19, 26, 27] The LAA is the primary localization for intra-cardiac thromboembolic material in non-valvular AF and the primary cause of cardioembolic strokes with approximately 90% of intracardiac thrombi. [7, 8, 24] TEE is the standard procedure for the diagnosis or exclusion of intra-cardiac thrombi in AF Table 2 Univariate regression analyses for the associations between several parameters and intra-cardiac thrombus formation in kind of solid thrombi and spontaneous echo contrast.
Variable
Odds Ratio (95% CI) P-value patients. [2, 7, 14] In accordance with the literature we found larger atrial diameters and areas including larger LAA diameters in AF patients in comparison to those with SR. [8, 18] In this context, the blood flow velocity in the LAA measured by PW-Doppler was also lower in AF patients.
Our study demonstrated that besides AF, a larger size of the atria and the LAA and lower blood flow velocity were associated with thrombogenic material defined as solid thrombi and SEC, which may reflect microthrombi development. [8] Of note, the present data do not allow a definite conclusion whether larger dimensions are direct causes of the thrombogenic material formation or if they are the consequence of AF and therefore only cofactors of AF in thrombogenic material formation. Additionally, diabetes, heart failure, peripheral artery disease, and advanced age were also associated with thrombogenic material occurrence. As expected, a CHA 2 DS 2-VASc-score >2.5 was predictive for thrombogenic material.
Limitations
Of course, our study has some limitations. The data of the nationwide sample from Federal Statistical Office of Germany (Statistisches Bundesamt, DEStatis) for this analysis are pooled/ aggregated data. Therefore, we can only present a descriptive data analysis, without statistical testing for difference with Pvalues and without adjustment for age and other cofactors such as comorbidities (e.g., cardiovascular disease). Furthermore, only patients treated in-hospital were included.
The central limitations of the second study-part are the singlecenter design and the retrospective data assessment of a medium sized patient cohort. Follow-up examinations are missing. In addition, only a small number of solid thrombi could be detected in the patient cohort, not allowing for statistically significant evidence. Thus, we decided to analyze solid thrombi and SEC as equivalent for thrombogenic material, respectively intra-cardiac thrombus formation. The occurrence of SEC was assessed by at least 2 experienced echocardiographers. Despite these limitations, we were able to identify important factors of intra-cardiac formation of thrombogenic material. 
Conclusions
The incidence of ischemic stroke in the German nationwide sample of inpatients in 2015 was 360/100,000 citizens and increased with age. AF was connected to higher in-hospital mortality in ischemic stroke. AF was associated with 6-fold higher risk of thrombogenic material compared to SR. Table 3 Prognostic performance for prediction of thrombogenic material (solid thrombus and spontaneous echo contrast). Risk of misclassification is defined as sum of false positive and false negative values. 
